Methods
transcription PCR (rRT-PCR) (cat. no. 56046, TaKaRa, Dalian, China) targeting the influenza matrix genome segment (3) . These IAV-positive specimens were further subtyped for avian influenza H5, H7, and H9 as previously described (3, 4) . Meanwhile, IAV-positive specimens were inoculated into 9-11-day specific pathogen-free embryonated chicken eggs for virus isolation.
The full genome of cultured isolates was amplified (cat: 055A, TaKaRa, Dalian, China) using a pair of universal primers that amplify full-length viral genome sequences (5) . PCR amplicons were purified (cat. no. 28004, QIAGEN) and then sequenced on Ion Torrent Personal Genome Machine (PGM, Life Technologies, South San Francisco, CA, USA). For samples that failed for virus isolation, HA, neuraminidase (NA), and matrix (M) genes were tried to amplify using universal primers (6) for sequencing. The sequence data were deposited in Global Initiative on Sharing All Influenza Data (GISAID) (accession no. EPI_ISL_277027-277050, EPI_ISL_277052-277064, and EPI_ISL_277093-277127).
Phylogenetic Analysis
To understand the molecular epidemiology of identified viruses in the study, we first examined >100 closely related sequences for each gene in GenBank and GISAID to infer the overall topology, and then we removed a few extreme outlying sequences from the trees.
Maximum-likelihood phylogenetic trees were inferred for available gene segments by using MEGA software, version 6.06 (http://www.megasoftware.net). To assess the robustness of individual nodes on phylogenetic trees, we used a bootstrap resampling process (1, 000 replications), the neighbor-joining method, and a best-fit, general time-reversible model of nucleotide substitution.
Results
During July 2013-June 2016, active surveillance of IAVs at 9 LPMs was conducted in Wuxi City, Jiangsu Province, China. A total of 3,121 samples (including 2,010 cloacal swabs, 590 environment swabs, and 521 fecal/slurry samples) were collected. A total of 726 (23.3%) samples, including 466 (23.2%) cloacal swabs, 145 (24.5%) environment swabs, and 115 (22.0%) fecal/slurry samples were rRT-PCR positive for IAVs. Of these 726 IAV-positive specimens, 229 (31.5%), 27 (3.7%), and 25 (3.4%) were single infection with H9, H7, and H5 subtype virus, respectively. co-infections of H7 and H9; H5 and H9; and H5, H7, and H9 were detected in 11 (1.5%), 2 (0.3%), and 1 (0.1%) specimens, respectively. A total of 45 samples were successfully isolated, and the whole-genome sequence was sequenced. The HA, NA, and M genes of 33 original specimens that failed for virus isolation were sequenced. The sequencing data revealed 10 subtypes of AIVs in live poultry markets, including H7N9 (n = 5), H9N2 (n = 45), H5N6 (n = 5), H5N1 (n = 6), H5N2 (n = 6), H11N2 (n = 3), H3N8 (n = 3), H1N1 (n = 1), H2N2 (n = 1), and H5N8 (n = 3).
The phylogeny of the H7N9 viruses showed that they all were derived from the Yangtze 
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Virus name HA  NA  M2  PB2  D158N  T160A  E190D  Q226L  G228S  Cleavage  R292K  Deletion  S31N  E627K  D701N  A/ 
